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Abstract

Advanced air quality control requires real-time monitoring of particulate matter size and con-
centration, which can only be done using optical instruments. However, such techniques
need regular calibration with reference samples. In this study, we suggest that puffball fun-
gus (Lycoperdon pyriforme) spores can be utilized as a reference standard having a mono-
disperse size distribution. We compare the Lycoperdon pyriforme spores with the other
commonly used reference samples, such as Al,O3 powder and polystyrene latex (PSL)
microspheres. Here we demonstrate that the puffball spores do not coagulate and, thus,
maintain the same particle size in the aerosol state for at least 15 minutes, which is enough
for instrument calibration. Moreover, the puffball mushrooms can be stored for several
years and no agglomeration of the spores occurs. They are also much cheaper than other
calibration samples and no additional devices are needed for aerosol generation since the
fungal fruiting body acts as an atomizer itself. The aforementioned features make the fungal
spores a highly promising substance for calibration and validation of particle size analyzers,
which outperforms the existing, artificially produced particles for aerosol sampling. Further-
more, the L. pyriforme spores are convenient for basic research and development of new
optical measurement techniques, taking into account their uniform particle size and absent
coagulation in the aerosol.

Introduction

Air pollution is one of the major risk factors for public health. One of the components of air
pollution both outdoors and indoors is fine particulate matter (PM). Micrometer-sized parti-
cles are especially hazardous, as they can infiltrate into biological tissues of lungs and blood
vessels leading to cardiovascular disease [1, 2], respiratory disease [2, 3] and even cancer [4].
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Microparticles are typically categorized into two groups: PM10 (10 ym particles and smaller)
and PM2.5 (2.5 ym and smaller). The International Agency for Research on Cancer (IARC) of
the World Health Organization (WHO) classifies these fine PM as a Group 1 carcinogen [5]
and the WHO, therefore, encourages the reduction of fine particulates in the atmosphere.

The first essential step in controlling the air quality is to develop PM measurement methods
[6]. A well established approach being used nowadays is based on weighing the filters contain-
ing trapped particles (gravimetric analysis), and has been accepted as a standard technique by
the European Committee for Standardization (CEN) [7] and the National Institute of Stan-
dards and Technology (NIST) [8]. In addition, this approach is employed for biocontamina-
tion control in pharmaceutical production [9]. The gravimetric analysis is a direct and reliable
method, which is, however, not suitable for real-time monitoring of the variations of PM con-
centrations and can only be applied to solid particulates rather than to liquid droplets [10].
Optical measurement techniques [11-13] are of use as an alternative, because they are free of
the aforementioned limitations and can provide real-time solutions for measurement of parti-
cle concentrations and size distributions. There are many optical particle counters nowadays
that solve most of the practical problems, such as detection of nanoparticulates at workplaces
[14]. However, the particle counters measure only a total particulate concentration and do not
distinguish particulate sizes that, in fact, affect the health in different ways [15, 16], and must
therefore be identified for a proper air quality control. The optical techniques for measuring
the concentration and size distribution of particulate matter require non-trivial calibration
[10] and that is why they have not yet been accepted as standard methods [7].

Thus, the development of new optical instruments and the improvement of the existing
ones for measuring solid and liquid particulate matter in aerosol state rely upon their calibra-
tion [17]. For this, reference standards with a certain particle size distribution are typically
employed. Such standard samples may have a broad size distribution (polydisperse), for exam-
ple, Arizona test dust (ISO 12103-1:2016) used in the US, or aluminum oxide powder [18] rec-
ommended by a standardization body in Russia. Otherwise, such samples may contain only
one type of particles with a fixed size, i.e. highly monodisperse aerosols. Polystyrene latex
(PSL) microspheres are most widely used to produce such monodisperse calibration samples
[19]. Monodisperse samples are also often required in basic research on aerosols [20]. In prac-
tical applications, they also help avoid many difficulties and misinterpretations of the results,
which could have been caused, for instance, by refraction of light on differently-sized particles.
Thus, monodisperse aerosols facilitate the calibration process and allow for a better calibration
accuracy of optical instruments [19, 21].

However, the generation of a highly monodisperse aerosol is a challenging problem. Many
research teams have attempted to develop atomizers for this purpose [20, 22-24], since mono-
disperse aerosols are required in many basic [16] and applied research projects [19]. Such
atomizers are only able to produce monodisperse liquid aerosols that lose the stability of the
particle size distribution shortly after spraying due to rapid coagulation [25], droplet fragmen-
tation and evaporation. Another approach being most widely used at present, is to atomize a
water suspension of monodisperse PSL microspheres [19, 20, 26]. Yet, there are a few limita-
tions to using PSL as a test aerosol sample because of its physical and chemical properties.
Firstly, the same limitations as for liquid aerosols apply to this technique: water droplets carry-
ing PSL particles are prone to coagulation and evaporation, which results in changing of the
particle sizes over time [20]. Secondly, the atomization process produces numerous water
droplets which do not contain PSL particles at all [27], but contribute to the particle size distri-
bution. Thirdly, the PSL particles have a tendency to coagulate rapidly [28], impeding the aero-
sol measurement and instrument calibration. And finally, the size of PSL spheres changes
during storage and can either decrease due to material irradiation or grow due to absorption
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of contaminants [19]. Consequently, the size can differ from that claimed by the manufacturer
and this must be checked by an alternative method (such as SEM) prior to atomization.
Hence, PSL particles cannot be used for research that requires a stable, highly monodisperse
aerosol with a reliable particle size distribution, and there is currently no other experimental
model that fully meets these requirements.

In this paper, we propose to use the puftball fungus spores of Lycoperdon pyriforme as a ref-
erence standard of monodisperse particles to calibrate optical instruments that measure aerosol
particle sizes. We examine different monodisperse aerosols and demonstrate that the fungal
spores are superior to the existing, artificially produced samples in the following aspects: no
agglomeration occurs during long-term storage; no coagulation occurs in the aerosol state; the
shape is spherical; particle size distribution in narrow (nearly monodisperse); the light absorp-
tion coefficient is high; and, finally, they are widely available and cheap. The rational key for
these superb properties of the fungal aerosol lies in the fungal reproduction strategy, which
favors and selects organisms that produce aerosols with a prolonged sedimentation time [29].
Thus, this study demonstrates how the L. pyriforme spores can be used in laboratory practice
for basic research on aerosols as well as in practical measurements of aerosol characteristics.

Materials and methods
Particle size and morphology

The size distribution and shape of the puftball spores were measured in an OLYMPUS OMEC
DC130 microscope. The fungal spores were dusted directly from the fungal fruiting body onto
the microscope slide and secured with the cover slip. The Al,O; were deposited on the slide
and secured in a similar way, whereas latex microspheres were placed on the cover slip in
water suspension. The images of the particles were acquired with a resolution of up to 0.7 ym.
The data were analyzed using OLYMPUS Particle Image Processor (PIP 9.0) software. The dis-
tribution of primary particle sizes was characterized with the following set of parameters:

» mass mean particle diameter D(4, 3);
o arithmetic-mean particle diameter D(1, 0);

« median diameter Ds;

smallest particle diameter D) ;
« largest particle diameter Doy;

specific surface area (S.S.A) [m*/cm?]

The measurement range was between 0.5 <+ 3000 ym.

Scanning electronic microscopy (SEM)

The puffball spores in the dry state were dusted directly from the fungal fruiting body onto the
adhesive carbon tab (AGAR Scientific, UK). Latex microspheres stayed in the water suspen-
sion and were deposited by an ultrasonicator. The particles were then sputtered with 50 A sil-
ver and examined in a scanning electronic microscope (SEM; JSM-840, JEON, Japan) with a
10 kV accelerating voltage.

Particle size change over time

The time profile of the aerosol particle size distribution was studied with a Spraytec particle
size analyzer (Malvern Instruments, UK https://www.malvernpanalytical.com/en/products/
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Fig 1. Puffball fungus Lycoperdon pyriforme sprays its spores. The fruiting body serves to generate an aerosol. In
this figure, the puffball is dried-up as it has been stored for 2 years before the experiment, but this does not affect the
aerosol characteristics, as shown by the data given hereafter.

https://doi.org/10.1371/journal.pone.0210754.9001

product-range/spraytec). The Spraytec measuring system relies on laser diffraction. The
recorded scattering pattern was analyzed by an appropriate optical model, which was chosen
depending on the particle size distribution and concentration. Such models are based on the
Mie theory [30] and Fraunhofer approximation [31] with a patented multiple scattering cor-
rection [32]. The Spraytec has a maximum data acquisition rate of 10 kHz, with a size range
from 0.1 <+ 2000 pm.

Aerosol generation

In experiments with the Al,O; reference sample, a Craton SBG-01 air spray gun (China) was
used to produce aerosols. In control experiments, the spores were extracted from the puffball
fungus and weighted to document the total powder weight to be atomized in a test chamber.

The L. pyriforme spores were sprayed as described above or with the fungal fruiting body.
Puftball fungi are natural “sprayers” (Fig 1), that produce an aerosol by spraying the spores
through a small hole on the top of the fruiting body when squeezed. A footage of this spraying
process is included in Supplementary Materials S1 Video.

The PSL suspension was atomized by a Mousson-2-03 sprayer. This sprayer generates a
cloud of particles, 80% of which have a diameter below 4 ym (Dgo = 4 um).

Results

In this section, the L. pyriforme spores are compared with the other two common aerosol refer-
ence standards chosen for a comparative purpose for the following reasons:

« polystyrene latex (PSL) microspheres are highly monodisperse and similar in morphology to
the puftball spores;
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o aluminum oxide powder is among widely used aerosol reference samples for calibration of
optical instruments.

The systematic study into the properties of these three reference samples reveals principal
distinctions between them and shows why the fungal spores are the best aerosol reference stan-
dard for many practical purposes.

Size and morphology of standard samples

We have first examined the L. pyriforme spore size and morphology to compare them with the
other reference standards of monodisperse aerosols. We used optical microscopy to measure
the particle size distribution, and scanning electron microscopy (SEM) to observe particle
morphology and their surface structure.

Fig 2A shows the L. pyriforme spores. The optical microscopy image (left) illustrates the
uniformity of particle sizes with a resolution of 0.7 ym. The image was analyzed with OLYM-
PUS Particle Image Processor (PIP 9.0) software (measurements are available in S1 Table and
example raw data is shown in S1 Appendix). The mean particle size varied from 3.0 to 3.4 ym
between different mushrooms (being 3.3 ym on average), and the half-width of the particle
size distribution was (Dgy — D10)/2 ~ 0.4 — 0.6um for most of the mushrooms, never exceeding
1.0um. The right-hand SEM image shows the spores with a higher resolution. These spores
were collected in summer 2017 and have a perfect spherical shape. The complex surface struc-
ture of the spores is thought to be responsible for hydrophobic properties [33].

Fig 2B displays the PSL microspheres that also exhibit a uniform size distribution. The
mean size of these PSL particles was 3.5 ym (according to manufacturer: from 3 to 5 ym). The
right-hand SEM image shows the PSL spheres similar in size to the spores, but their surface is
smoother. Adhesion can be noticed between the PSL particles, which, as we show further on,
have a tendency to agglomerate during storage and coagulate in the aerosol state.

Fig 2C depicts Al,O; particles. It is clear from the macroscopic examination that the particles
are very diverse in size. Statistical measurements resulted in (Dog — D10)/2 = (7.2um — 2.4um)/
2 = 2.4um. Nevertheless, this material has been accepted by some metrological organizations as
a polydisperse reference material [18]. Hereafter, we shall compare other properties of the
Al,O; aerosol (i.e. aggregation, atomization convenience, etc.) with the puffball spores to show
that the bioaerosol proposed here is at least as good as the other certified reference standards.

Particle size change over time

The particle size stability in the course of the experiment is an important property of aerosols
as it imposes limitations on the experiment duration. In some practical applications, such as
instrument calibration [34], the stable particle distribution is required. The best option is
when particles do not coagulate nor evaporate, and preserve the initial size (which can be con-
trolled by other methods, e.g. microscopy) during the calibration process. As a result, the parti-
cle size would also be independent on the ambient conditions such as humidity, temperature,
particle concentration, etc. that influence coagulation/evaporation.

The time course of the particle size distribution was examined by the Malvern Spraytec ana-
lyzer. The fungal spores were atomized by the air spray gun into a 0.5 m x 0.5 m x 0.5 m cham-
ber. We have measured the statistical characteristics of the particle distribution function of the
fungal spore bioaerosol over 14 minutes, and immediately after atomization the distribution
featured the following statistical characteristics:

« arithmetic-mean particle diameter D(1, 0) = 3.61 pym;

o smallest particle diameter Dy = 2.23 um;
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Fig 2. Morphological comparison of the particles of the three test samples. The left-hand images were taken at 400x
zoom (grid size is 30 ym) with the optical microscope, and the right-hand images were taken with the SEM microscope
and show the particles’ morphologies. (A) Spores of L. pyriforme. The image shows that the spores have a spherical
shape and are almost identical in size. The SEM image shows a complex surface morphology of the spores. (B)
Polystyrene latex (PSL) microspheres. Both images show that the all PSL spheres have a spherical shape and the same
size. They are very stable in a water suspension, i.e. they do not form agglomerates therein (left-hand image) but
coagulate quickly, once the solution dries up (see the “Long-term storage” section hereafter). (C) Al,O; particles. The
images show particles’ complex morphology and diverse sizes. Overall, their sizes are comparable to the PSL spheres
and spores studied herein.

https://doi.org/10.1371/journal.pone.0210754.9002

o largest particle diameter Dgg = 4.37 pum;
« specific surface area (S.S.A) = 1.62 m?lem’;
« mean Sauter diameter D3, = 4.53 ym.

The raw measurement data for the particle size distribution (also for Al,O; and PSL aero-
sols) can be found in S1 Appendix.

The mean Sauter diameter was chosen as the basic typical size because it characterizes the
mass exchange between the particle and the environment. The mean Sauter diameter can be
defined as the size of an imaginary sphere that shares the same volume/surface ratio with the
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Fig 3. The time course of the mean Sauter diameter (D;,) of the fungal bioaerosol particles (orange diamonds)
compared to Al,O; (green triangles) and PSL (blue circles). The trends of changes in the particle sizes are indicated
by solid line (spores) and dashed line (alumina and PSL).

https://doi.org/10.1371/journal.pone.0210754.g003

entire ensemble of aerosol particles. The mean Sauter diameter is always larger than arithme-
tic-mean particle diameter D(1, 0), but the closer their values are, the narrower is the particle
size distribution.

Fig 3 shows the time course of the mean Sauter diameter during 14 min post-atomization.
The Al,O; aerosol particles (green triangles) initially had D3, = 3.57 ym, and then the mean
Sauter diameter almost doubled (up to Dz, > 6 ym) within the first minute of the experiment,
indicating the particle coagulation.

The mean Sauter diameter of the PSL spheres (Fig 3, blue circles) decreased over 14 minutes
from D3, = 5.7 ym to 3.7 ym (30%). The initial D3, was larger due to water droplets that carried
PSL particles, which then evaporated during the course of experiment. The size of the fungal
spores at 14 min of observation was close to that of the PSL spheres measured in the micro-
scope, that is 3.6 ym. The fungal spore size kept stable throughout the experiment (Fig 3,
orange diamonds), showing only slight fluctuations (~ 0.2um) of the mean Sauter diameter.
The fungal spores, as opposed to the Al,O; particles and PSL spheres, remained stable for the
whole 14 min of the measurements, suggesting that spores did not coagulate nor settled during
the experiment.

The particle size distributions at the beginning versus the end of the experiment are given
in Fig 4. The broad Al,Oj size distribution (Fig 4A) and the increased Sauter diameter indicate
coagulation. The PSL particle size distribution (Fig 4B) was broad at the beginning of the
experiment due to the fact that water droplets carrying the PSL spheres had variable dimen-
sions. But once the water had evaporated, the distribution got narrower and the mean Sauter
diameter approached to the actual diameter of the microspheres. The fungal spore size distri-
bution (Fig 4C) did not change considerably.

The fact that the fungal bioaerosol kept stable and no coagulation occurred can be explained
by the electrostatic charge present on fungal spore surface. This charge prevents the spores
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Fig 4. The particle size distribution immediately after atomization (blue) and after 14 min (pink) in the air. (A)
AL O; particles. Distribution has shifted towards larger particle sizes, indicating that coagulation has occurred. (B) PSL
microspheres. The size distribution narrowed and the mean Sauter diameter decreased because the water covering the
spheres had evaporated. (C) Fungal spores. The size distribution showed no considerable change, suggesting that nor
coagulation, nor settling had occur.

https://doi.org/10.1371/journal.pone.0210754.9004
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from coagulation and coalescence [35]. The electrostatic charge and its relaxation time for 31
fungal species from basidiomycota division were measured by Saar et al. [29]: the charge for
the spores in the aerosol state was in a range of 21—981 electron changes (or (0.3 — 16.0) -
107"7C) and decreased sevenfold within 47 minutes [29]. The surface charge measurement par-
ticularly for L. pyriforme was beyond the scope of this study.

We have also shown, that spores do not absorb water from the environment and their size
is independent of the ambient humidity. To prove this, we exposed the spores to high (100%)
humidity for 2 hours and measured the sizes of fungal spores before and after the exposure.
Neither the mean diameter, nor the width of the size distribution changed (see Fig D in S1
Appendix). This fact gives us confidence in proposing the use of spores for device calibration
at any air humidity conditions.

Long-term storage

We have been collecting L. pyriforme mushrooms since 2014, and samples of the years 2014,
2016 and 2017 were dried and stored at room temperature in the laboratory. The fungal spores
gathered in different years were compared in the early 2018.

After 3.5 years of storage, some fungal spores had germinated (Fig 5A). The spores gathered
in 2016 did not show noticeable germination even in the mid-2018, two years post-collection.
The fruiting bodies of all mushrooms, even of those gathered in 2014, were still functional as
aerosol sprayers.

Finally, we compared the particle size distributions of the spores collected in different years
prior to germination (Fig 6A). We assume that these mushrooms produced spores of the same
size each season, and, therefore, the difference in the spore sizes reflects the time evolution of
such samples post-collection. Note that the fungi used in these experiments were collected in
the same forest (N52°31.48' E85°25.12") in August-September each year, and belonged to the
same species by their visual appearance. The size distributions show no difference between the
samples collected in the 2017 and 2016 seasons (examined in the early 2018). However, the
size distribution of the spores collected in 2014 shifted towards larger sizes. This is explained
by the fact that some of these spores (approx. 20%) had germinated. So, it can be concluded
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Fig 5. Storage-related changes in morphology of the fungal spores and PSL microspheres. (A) Spores after long-
term storage (3.5 years). Some spores (about 20%) collected in 2014 had germinated, which, however, had no
considerable effect on the size distribution (see Fig 6A). (B) PSL spheres after evaporation of the water solution
aggregated into long chains.

https://doi.org/10.1371/journal.pone.0210754.9005
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Fig 6. Size distributions of the particles collected/purchased at different times. (A) The size distribution of the spores of L. pyriforme
collected in different seasons (2014, 2016, 2017). Spores from 2014 (green) had germinated and, therefore, the size distribution slightly
shifted towards larger sizes. (B) The comparison of alumina powders purchased in 2016 and 2017. The particles that were stored 1 year
longer had more stable aggregates and the size distribution shifted towards larger values.

https://doi.org/10.1371/journal.pone.0210754.9006

that the spores and the fruiting bodies can be stored under normal conditions for at least 2
years, and this period can possibly be further extended by cold and dry storage.

The related statistics for the particle size measurements is provided in S1 Table. It summa-
rizes the measurements from 8 different mushrooms studied with optical microscopy (with
n > 700 spores segmented for each sample) and 24 mushrooms studied with Malvern Spraytec
in the aerosol state. For each mushroom, the origin and the date of collection is specified.

The PSL spheres also have a shorter storage period, which is claimed to be 1 year by the
manufacturers (All-Russian Research Institute of Metrological Service, and Applied Physics
Inc.). This is essentially due to polystyrene ageing: polystyrene degrades and styrene dissolves
into water, modifying the shape and size of the microspheres [19]. The other important reason
is that the suspension dehydrates. Fig 5B shows the PSL spheres after the water solution has
dried out. The particles aggregated and formed long chains. The particles could, however, be
re-suspended from this state. Fig 5B also illustrates why the PSL spheres tend to coagulate in
the aerosol: the water solution carrying the particles quickly evaporates once they are atom-
ized, and the remaining dry particles produce aggregates [20].

Alumina particles can be stored for longer periods. They do form agglomerates during stor-
age, but they are supposed to be atomized by ultrasound before each experiment. The distribu-
tions in Fig 6B suggest that the longer the powder is stored, the larger are the aggregates. The
manufacturer sets a 5-year storage limit because agglomeration becomes irreversible by that
time.

Conclusion

We have compared spores of Lycoperdon pyriforme with two different, commonly used refer-
ence aerosol samples:

1. Polystyrene latex (PSL) microspheres were chosen as a reference sample of the monodis-
perse solid aerosol. The fungal spores and the PSL spheres had almost the same size (3.3 ym
diameter of spores vs. 3.5 ym of PSL microspheres) and a similar circular shape (Fig 2).
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Table 1. Characteristics of different particles commonly used as standard aerosol samples compared to the spores of Lycoperdon pyriforme.

Criterion Spores of L. pyriforme

Size distribution | Almost monodisperse (Dso = 3.6 um for L. pyriforme)

ALO,

Wider distribution of sizes (typically,
Dsy =5 — 8 um)

PSL microspheres

Nearly monodisperse (typically produced
with Dsp =3 — 5 um)

Morphology Spheres Shattered pieces with irregular Spheres
shapes
Aggregation No When exposed to air, particles In suspension, spheres do not agglomerate
during dry storage aggregate and form strong but agglomerate quickly when exposed to
agglomerates the air
Coagulation in Do not coagulate for 15 min. Size distribution does not Coagulate in a few seconds, the size | Coagulate rapidly [20] to form multiplets,
aerosol state change almost doubles (Fig 3) and the which produce a discrete size distribution
distribution widens with distinct peaks [37]
Atomization Mushroom spore-bearing fruiting body is a natural aerosol A sprayer and preliminary ultrasonic | A special generator required [20]
convenience generator breakdown of agglomerates required
“Model range”™: The size may slightly vary between different species of the A wide size range, from nanodisperse | A wide size range, from nanodisperse
size diversity Lycoperdon genus particles to the diameter of hundreds | particles to the diameter of tens of
of micrometers micrometers
Price per 10 g $20 (spores) https://www.amazon.com/Puffball-Mushroom- $140 http://granat-e.ru/catalog_ $240 http://www.magsphere.com/

Langermannia-gigantea-Mycelium/dp/B01KLZ78FS ~$0.2 moigms.html
(whole fruiting body) https://sites.google.com/site/foragingct/
home/price-list

Products/Polystyrene-Latex-Particle/
polystyrene-latex-particle.html

Shelf life At least 2 years Up to 5 years 1 year

Positive characteristics that facilitate calibration of optical analyzers of the aerosol particle size distribution are highlighted with a green background and negative ones
with red.

https://doi.org/10.1371/journal.pone.0210754.t001

2. AL O; particles were chosen for benchmarking as a certified reference standard for calibra-
tion of aerosol measuring instruments.
This study showed that spores exhibit a much narrower size distribution, which expands
their potential application range as a reference sample (especially for basic science). Sec-
ondly, the fungal bioaerosol remained stable for over 10 minutes, whereas the Al,O5 aerosol
aggregated and settled as fast as within 1 min after atomization. The slow coagulation rate
of the spores can be explained by their electrostatic properties [29]: the electric charge on
their surface causes the spore particles to repulse from each other.

Thus, the spores of L. pyriforme and possibly other puffball fungi can be used as a reference
sample of monodisperse aerosols that outperforms artificial reference samples such as Al,O5
powder and PSL microspheres. This biomaterial is widespread in nature, cheap in production,
and also has a long shelf life, as demonstrated in this study. A more detailed and illustrative
comparison of the three aerosol samples studied here is given in Table 1.

Discussion

This study introduces the spores of Lycoperdon pyriforme as a reference sample which, as the
experiments have shown, outperforms artificially produced counterparts in many aspects. This
bioaerosol is monodisperse and highly stable, has a long shelf-life time and low cost. Fungal
spores were previously reported as a cell-counting tool in biological experiments [36], but
their exceptional aerosol properties have not been studied before. Overall, fungal spores can
significantly facilitate research and development of aerosol measurement techniques, espe-
cially optical methods that are currently in high demand [17].

Importantly, spores excel all artificially produced standard samples in stability towards
coagulation in the air (stable for more than 15 minutes), which is attributed to electrostatic
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repulsion. The aerosol stability is vital for mushroom reproduction, since a longer time spent
in the air results in a longer distance the spores can travel. Therefore, collective aerodynamic
properties of the spores were tailored by evolution, selecting those species which could spread
their genetic material over larger areas [29]. The biologically induced electrostatic charge in
the spores [29, 35] is just one of the many mechanisms that prevent aggregation and coagula-
tion. The fungi have a variety of microbiological “tools” that serve for better aerosol stability,
such as hydrophobins on the surface (for hydrophobicity) [33]. As a result, the fungal spores
are expectedly superior to manufactured materials in anti-coagulation and anti-aggregation
abilities and could be utilized as a ready-to-use biotechnology.

There are numerous potential uses of fungal bioaerosols. Firstly, they provide a unique
model for a stable monodisperse aerosol. This model facilitates research on optical measure-
ment techniques for aerosol particle size, helping refine the existing methods and test new
ones. Sedimentation of electrically charged bioaerosols is also an important research area. Nat-
ural aerosols are rich in electrically charged particles; thus, developing the techniques for their
precipitation can potentially provide means for improvement of the air quality through air
purification. Secondly, the size of L. pyriforme spores falls within the PM10 group being 3.6
um in diameter. Therefore, the spores can be used as a solution to calibration of many PM10
measuring stations installed worldwide [6].

Limitations

Since the fungal spores fall within the PM10 group, safety limitations apply to their use. When
inhaled, the spores may infiltrate into the lung tissue causing irritation and inflammation [3],
allergic responses, and can even lead to cancer in a long-term perspective [4]. The spores are
also a bioactive material. The proteins on their surface may cause allergies and intoxication (if
exposure is very intense) for certain people or animals [38]. Hydrophobins that provide the
anti-coagulation coating for the spores are also considered as potential allergens [39]. The
intense exposure to the spores may lead to a certain type of hypersensitivity pneumonitis called
Lycoperdonosis. However, the existing safety standards prescribe the operator to wear a respi-
rator during experiments, since all submicron particles, regardless of their chemical com-
pound, may be hazardous to the operator. Thus, the standard safety precautions applied to
experiments with submicron particles will be sufficient to protect the operator from Lycoper-
donosis as well.

The other concern is that the spores maintain their fertility over a long period of time and
can germinate and contaminate the area where the bioaerosol is used.

To avoid the aforementioned limitations, further research is needed. The spores can be
chemically or genetically modified to suppress their fertility, and the biologically active pro-
teins on their surface can be removed. The particle size-related safety precautions, however,
persist, but the development of sedimentation techniques for bioaerosols that do not coagulate
and settle spontaneously can resolve this problem in the future.

The spores have higher light absorption coefficient than the PSL spheres in the visible spec-
trum (8% higher for A = 658nm). It would be interesting to measure optical properties of the
spores in more detail, e.g. to characterize refraction and absorption at different wavelengths.
However, these measurements lay beyond the scope of this study.

Supporting information

S1 Video. Puffball fungus L. pyriforme sprays spores. The slow-motion video shows (5x
slowdown) how the puffball fungus sprays spores. Mushrooms were gathered in the 2014
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(S1a), 2016 (S1b) and 2017 (Slc) seasons. The footage demonstrates the spraying process and
how the puffball fruiting body generates an aerosol cloud.
(ZIP)

S1 Table. Mean diameter D, 4 of the spores (left) and their Sauter diameter D, in aerosol
state (right). For each experiment, the origin of the mushroom and the date of collection are
specified.
(DOCX)

S1 Appendix. Source data on particle sizes. Output from OLYMPUS Particle Image Proces-
sor (PIP 9.0) software and Malvern Spraytec system, characterizing particle size distributions.
(DOCX)

Acknowledgments

The work was performed on equipment provided by the Biysk Regional Center for Shared Use
of Scientific Equipment of the SB RAS (IPCET SB RAS, Biysk). The authors would like to
thank Nikolay Bychin for his assistance with SEM images and optical microscopy sample prep-
arations, and IPCET lead translator Konstantin Atukmaev for text editing.

Author Contributions
Conceptualization: Anatoliy A. Pavlenko.
Formal analysis: Anatoliy A. Zhirnov.
Investigation: Nataliya V. Korovina.
Methodology: Olga B. Kudryashova.

Project administration: Sergey S. Titov.
Resources: Sergey S. Titov.

Software: Anatoliy A. Zhirnov.

Validation: Olga B. Kudryashova.
Visualization: Nina N. Kudryashova.

Writing - original draft: Nina N. Kudryashova.
Writing - review & editing: Nina N. Kudryashova.

References

1. Pope CA, Bhatnagar A, McCracken JP, Abplanalp W, Conklin DJ, O’toole T. Exposure to Fine Particu-
late Air Pollution Is Associated With Endothelial Injury and Systemic Inflammation Novelty and Signifi-
cance. Circulation research. 2016; 119(11):1204—1214. https://doi.org/10.1161/CIRCRESAHA.116.
309279 PMID: 27780829

2. Atkinson R, Kang S, Anderson H, Mills |, Walton H. Epidemiological time series studies of PM2.5 and
daily mortality and hospital admissions: a systematic review and meta-analysis. Thorax. 2014; p. thor-
axjnl—2013. https://doi.org/10.1136/thoraxjnl-2013-204492 PMID: 24706041

3. Xing YF, Xu YH, Shi MH, Lian YX. The impact of PM2.5 on the human respiratory system. Journal of
thoracic disease. 2016; 8(1):E69. https://doi.org/10.3978/j.issn.2072-1439.2016.01.19 PMID:
26904255

4. Pope CAlll, Burnett RT, Thun MJ, Calle EE, Krewski D, Ito K, et al. Lung cancer, cardiopulmonary mor-
tality, and long-term exposure to fine particulate air pollution. Jama. 2002; 287(9):1132—-1141. https://
doi.org/10.1001/jama.287.9.1132

PLOS ONE | https://doi.org/10.1371/journal.pone.0210754  January 30, 2019 13/15


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0210754.s002
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0210754.s003
https://doi.org/10.1161/CIRCRESAHA.116.309279
https://doi.org/10.1161/CIRCRESAHA.116.309279
http://www.ncbi.nlm.nih.gov/pubmed/27780829
https://doi.org/10.1136/thoraxjnl-2013-204492
http://www.ncbi.nlm.nih.gov/pubmed/24706041
https://doi.org/10.3978/j.issn.2072-1439.2016.01.19
http://www.ncbi.nlm.nih.gov/pubmed/26904255
https://doi.org/10.1001/jama.287.9.1132
https://doi.org/10.1001/jama.287.9.1132
https://doi.org/10.1371/journal.pone.0210754

®PLOS | one

Puffball spores as a reference aerosol standard for calibration of optical instruments

10.

11.

12

13.

14.

15.

16.

17.

18.

19.
20.

21.

22,

23.

24,

25.

26.

27.

International Agency for Research on Cancer. IARC: Outdoor air pollution a leading environmental
cause of cancer deaths; 2011. Available from: https://www.iarc.fr/en/media-centre/iarcnews/pdf/pr221_
E.pdf.

Gozzi F, Della Ventura G, Marcelli A. Mobile monitoring of particulate matter: State of art and perspec-
tives. Atmospheric Pollution Research. 2016; 7(2):228—-234. https://doi.org/10.1016/j.apr.2015.09.007

CEN. Guidance on PM2.5 measurement under directive 1999/30/EC; 1999. Available from: http://ec.
europa.eu/environment/archives/cafe/pdf/steering_technical_group/guidancepm.pdf.

Environmental and Industrial science Division RI. Standard Operating Procedure for. Particulate Matter
(PM) Gravimetric Analysis.; 2008.

Haas D, Galler H, Fritz C, Hasler C, Habib J, Reinthaler FF. Comparative study of impaction and sedi-
mentation in an aerosol chamber using defined fungal spore and bacterial concentrations. PloS one.
2017; 12(12):e0187039. https://doi.org/10.1371/journal.pone.0187039 PMID: 29261663

Tayali N, Bates C. Particle sizing techniques in multiphase flows: a review. Flow Measurement and
Instrumentation. 1990; 1(2):77—105. https://doi.org/10.1016/0955-5986(90)90032-3

Kudryashova O, Pavlenko A, Vorozhtsov B, Titov S, Arkhipov V, Bondarchuk S, et al. Remote optical
diagnostics of nonstationary aerosol media in a wide range of particle sizes. In: Photodetectors. InTech;
2012.

Kulkarni P, Baron PA, Willeke K. Aerosol measurement: principles, techniques, and applications. John
Wiley & Sons; 2011.

Xu R. Particle characterization: light scattering methods. vol. 13. Springer Science & Business Media;
2001.

Liu 'Y, Beaucham CC, Pearce TA, Zhuang Z. Assessment of two portable real-time particle monitors
used in nanomaterial workplace exposure evaluations. PloS one. 2014; 9(8):e105769. https://doi.org/
10.1371/journal.pone.0105769 PMID: 25148239

Frampton MW, Rich DQ. Does particle size matter? Ultrafine particles and hospital visits in Eastern
Europe; 2016.

Rosati JA, Leith D, Kim CS. Monodisperse and polydisperse aerosol deposition in a packed bed. Aero-
sol Science & Technology. 2003; 37(6):528-535. https://doi.org/10.1080/02786820300974

Dinoi A, Donateo A, Belosi F, Conte M, Contini D. Comparison of atmospheric particle concentration
measurements using different optical detectors: Potentiality and limits for air quality applications. Mea-
surement. 2017; 106:274—-282. https://doi.org/10.1016/j.measurement.2016.02.019

Russian Scientific Research Institute of Metrology D | Mendeleyev (VNIIM). State primary special stan-
dard of a unit mass concentration of particles in aerosol dispersed media (GET 164-2003); 2003. Avail-
able from: http://fhi.vniim.ru/em/gso-granul/.

Cheng Y, Chen B. Aerosol Sampler Operation. Air Sampling Instruments. 2001; p. 177-199.

Berglund RN, Liu BY. Generation of monodisperse aerosol standards. Environmental Science & Tech-
nology. 1973; 7(2):147-153. https://doi.org/10.1021/es60074a001

Flesch JP, Norris CH, Nugent AE Jr. Calibrating Particulate Air Samplers with Monodisperse Aerosols.:
Application to the Andersen Cascade Impactor. American Industrial Hygiene Association Journal. 1967;
28(6):507-516. https://doi.org/10.1080/00028896709342676 PMID: 6060005

lida K, Sakurai H, Saito K, Ehara K. Inkjet aerosol generator as monodisperse particle number standard.
Aerosol Science and Technology. 2014; 48(8):789-802. https://doi.org/10.1080/02786826.2014.
930948

Kesavan JS, Bottiger JR, Schepers DR, McFarland AR. Comparison of Particle Number Counts Mea-
sured with an Ink Jet Aerosol Generator and an Aerodynamic Particle Sizer. Aerosol Science and Tech-
nology. 2014; 48(2):219-227. https://doi.org/10.1080/02786826.2013.868594

Duan H, Romay FJ, Li C, Nagwi A, Deng W, Liu BY. Generation of monodisperse aerosols by combin-
ing aerodynamic flow-focusing and mechanical perturbation. Aerosol Science and Technology. 2016;
50(1):17-25. https://doi.org/10.1080/02786826.2015.1123213

Stahlhofen W, Armbruster L, Gebhart J, Grein E. Particle sizing of aerosols by single particle observa-
tion in a sedimentation cell. Atmospheric Environment (1967). 1975; 9(9):851-857. https://doi.org/10.
1016/0004-6981(75)90044-X

Romay-Novas FJ, Pui DY. Generation of Monodisperse Aerosols in the 0.1—1.0-um Diameter Range
Using a Mobility Classification—Inertial Impaction Technique. Aerosol science and technology. 1988;
9(2):123-131. https://doi.org/10.1080/02786826.1998.10510014

Whitby KT, Liu BY. Polystyrene aerosols—electrical charge and residue size distribution. Atmospheric
Environment (1967). 1968; 2(2):103—116. https://doi.org/10.1016/0004-6981(68)90026-7

PLOS ONE | https://doi.org/10.1371/journal.pone.0210754  January 30, 2019 14/15


https://www.iarc.fr/en/media-centre/iarcnews/pdf/pr221_E.pdf
https://www.iarc.fr/en/media-centre/iarcnews/pdf/pr221_E.pdf
https://doi.org/10.1016/j.apr.2015.09.007
http://ec.europa.eu/environment/archives/cafe/pdf/steering_technical_group/guidancepm.pdf
http://ec.europa.eu/environment/archives/cafe/pdf/steering_technical_group/guidancepm.pdf
https://doi.org/10.1371/journal.pone.0187039
http://www.ncbi.nlm.nih.gov/pubmed/29261663
https://doi.org/10.1016/0955-5986(90)90032-3
https://doi.org/10.1371/journal.pone.0105769
https://doi.org/10.1371/journal.pone.0105769
http://www.ncbi.nlm.nih.gov/pubmed/25148239
https://doi.org/10.1080/02786820300974
https://doi.org/10.1016/j.measurement.2016.02.019
http://fhi.vniim.ru/em/gso-granul/
https://doi.org/10.1021/es60074a001
https://doi.org/10.1080/00028896709342676
http://www.ncbi.nlm.nih.gov/pubmed/6060005
https://doi.org/10.1080/02786826.2014.930948
https://doi.org/10.1080/02786826.2014.930948
https://doi.org/10.1080/02786826.2013.868594
https://doi.org/10.1080/02786826.2015.1123213
https://doi.org/10.1016/0004-6981(75)90044-X
https://doi.org/10.1016/0004-6981(75)90044-X
https://doi.org/10.1080/02786826.1998.10510014
https://doi.org/10.1016/0004-6981(68)90026-7
https://doi.org/10.1371/journal.pone.0210754

®PLOS | one

Puffball spores as a reference aerosol standard for calibration of optical instruments

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

Lichtenbelt JT, Pathmamanoharan C, Wiersema P. Rapid coagulation of polystyrene latex in a
stopped-flow spectrophotometer. Journal of Colloid and Interface Science. 1974; 49(2):281-285.
https://doi.org/10.1016/0021-9797(74)90363-4

Saar M, Salm J. Emission rate of charged spores in basidiomycetous fungi and the relaxation time of
their electric charges. Aerobiologia. 2014; 30(1):71-89. https://doi.org/10.1007/s10453-013-9310-6

Mie G. Contributions to the optics of turbid media, particularly of colloidal metal solutions. Contributions
to the optics of turbid media, particularly of colloidal metal solutions Transl into ENGLISH from Ann
Phys(Leipzig), v 25, no 3, 1908 p 377—445. 1976;.

Jones RM. Particle size analysis by laser diffraction: ISO 13320, standard operating procedures, and
Mie theory. American Laboratory. 2003; 35(1):44—47.

Lax M. Multiple scattering of waves. Il. The effective field in dense systems. Physical Review. 1952;
85(4):621. https://doi.org/10.1103/PhysRev.85.621

Bayry J, Aimanianda V, Guijarro JI, Sunde M, Latge JP. Hydrophobins—unique fungal proteins. PLoS
pathogens. 2012; 8(5):e1002700. https://doi.org/10.1371/journal.ppat.1002700 PMID: 22693445

Mitchell JP. Particle standards: their development and application. KONA Powder and Particle Journal.
2000; 18:41-59. https://doi.org/10.14356/kona.2000010

Lakkireddy K, Kiies U. Bulk isolation of basidiospores from wild mushrooms by electrostatic attraction
with low risk of microbial contaminations. AMB Express. 2017; 7(1):28. https://doi.org/10.1186/s13568-
017-0326-0 PMID: 28124290

Klapper BF. Fungus spores as uniform reference particles for use in absolute cell counts. Applied micro-
biology. 1962; 10(6):487—491. PMID: 14033277

Chen B, Cheng Y. Optical diameters of aggregate aerosols. Journal of aerosol science. 1984; 15(5):
615-623. https://doi.org/10.1016/0021-8502(84)90023-5

Lacey J, Crook B. Fungal and actinomycete spores as pollutants of the workplace and occupational
allergens. The Annals of occupational hygiene. 1988; 32(4):515-533. PMID: 3067644

Weichel M, Schmid-Grendelmeier P, Rhyner C, Achatz G, Blaser K, Crameri R. Immunoglobulin E-
binding and skin test reactivity to hydrophobin HCh-1 from Cladosporium herbarum, the first allergenic
cell wall component of fungi. Clinical & Experimental Allergy. 2003; 33(1):72—77. https://doi.org/10.
1046/j.1365-2222.2003.01574.x

PLOS ONE | https://doi.org/10.1371/journal.pone.0210754  January 30, 2019 15/15


https://doi.org/10.1016/0021-9797(74)90363-4
https://doi.org/10.1007/s10453-013-9310-6
https://doi.org/10.1103/PhysRev.85.621
https://doi.org/10.1371/journal.ppat.1002700
http://www.ncbi.nlm.nih.gov/pubmed/22693445
https://doi.org/10.14356/kona.2000010
https://doi.org/10.1186/s13568-017-0326-0
https://doi.org/10.1186/s13568-017-0326-0
http://www.ncbi.nlm.nih.gov/pubmed/28124290
http://www.ncbi.nlm.nih.gov/pubmed/14033277
https://doi.org/10.1016/0021-8502(84)90023-5
http://www.ncbi.nlm.nih.gov/pubmed/3067644
https://doi.org/10.1046/j.1365-2222.2003.01574.x
https://doi.org/10.1046/j.1365-2222.2003.01574.x
https://doi.org/10.1371/journal.pone.0210754

